defined as 100 % and all the His-GFP in solution and on the beads was calculated accordingly (Figure 2 , Supporting Information, Figure S1 ). The solutions were added back to the beads after the fluorescence measurements and the fluorescence was measured again after 1, 3, 7 , and 16 days to analyze the release of GFP-His6 from Co 3+ -NTA beads over time. The initial rate of Hi6-GFP release from the beads was fitted to 1 st order kinetics using the data from the samples that were treated with 5, 10 and 20 mM H 2 O 2 (Supporting Information, Figure S4 ). All experiments were done in duplicate.
To show the generality of the presented concept, aliquots of Co 2+ -NTA agarose beads, prepared as described above, were incubated with an equal volume of various His6-tagged protein solutions (10 µM).
100 µl aliquots of these beads were incubated with 20 mM H 2 O 2 for 1 hour before imidazole was added to a final concentration of 250 mM. The solution above the beads was analyzed for eluted protein by SDS-PAGE gel (Invitrogen, NuPage Bis-Tris 4-12 %) (Supporting Information, Figure S3 ). (Figure 3 ). 100 µl of the solution above the beads was then analyzed for the His6-GFP fluorescence with the same settings as above. The solutions were added back to the beads after the measurements and analyzed 24 hours later again (Supporting Information, Figure S5 ). All experiments were done in duplicate. Further, equal amounts of Co 2+ -NTA and Co 3+ -NTA beads were treated with 100 mM ascorbate, TCEP and DTT in the presence of 250 mM imidazole or put into pH 3.5 acetate buffer.
Chemical stability measurements of the
The amount of eluted protein after 1 hour and 1 day was quantified by His6-GFP fluorescence where possible and SDS-PAGE gels (Invitrogen, NuPage Bis-Tris 4-12 %) (Supporting Information, Figure S6 ). and Co 3+ centers in DMEM were added (250 µl DMEM with 50 µl bead volume). The medium with the beads was removed from the culture plate after 1, 6 and 24 hours, 250 mM imidazole was added and the His6-GFP fluorescence in the supernatant was measured. The fluorescence intensity measured for the Ni 2+ beads was set to 100 % (Supporting Information, Figure S7 ). Scheme S1. Synthesis of coumarin-NTA. Figure S11a ). The concentrated sample was also applied to a HiTrap Desalting column (GE Bio-sciences, CV 5 × 5ml, Buffer A with 2.5 ml/min, fraction size 1 ml over 30 ml) using detection at 280 nm, 400 nm and 490 nm. Further, the fluorescence of each fraction was measured both for His6-GFP and coumarin-NTA (Supporting Information, Figure S11b ). Figure S1 . was fitted to first order kinetics for the 3 data sets. k off = 0.0972 (± 0.0119) day −1 = 1.12 (± 0.14) ×10 −6 s −1 .
Stability of
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Systematic errors can rise from the reverse reaction where the His6-GFP binds back on the beads, the stability of the protein over this long incubation time and the approximation that the initial rate is equal to the rate over the first 7 days, which were used in the fitting. . [2] The theoretical MW of GFP with His6-tag and without His-tag is 29621
and 28567 g/mol respectively. In d) a shoulder peak is observed due to the cleavage of the His6-tag by 
